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Abstract: The rapid development of nanomedicine and drug delivery systems calls for new and
effective characterization techniques that can accurately characterize both the properties and the
behavior of nanosystems. Standard methods such as dynamic light scattering (DLS) and fluorescent-
based assays present challenges in terms of system’s instability, machine sensitivity, and loss of
tracking ability, among others. In this study, we explore some of the downsides of batch-mode
analyses and fluorescent labeling, while introducing quantitative phase microscopy (QPM) as a
label-free complimentary characterization technique. Liposomes were used as a model nanocarrier
for their therapeutic relevance and structural versatility. A successful immobilization of liposomes in
a non-dried setup allowed for static imaging conditions in an off-axis phase microscope. Image re-
construction was then performed with a phase-shifting algorithm providing high spatial resolution.
Our results show the potential of QPM to localize subdiffraction-limited liposomes, estimate their
size, and track their integrity over time. Moreover, QPM full-field-of-view images enable the estima-
tion of a single-particle-based size distribution, providing an alternative to the batch mode approach.
QPM thus overcomes some of the drawbacks of the conventional methods, serving as a relevant
complimentary technique in the characterization of nanosystems.
Keywords: liposomes; nanomedicine; characterization; label-free; quantitative phase microscopy
1. Introduction
Nanomedicine emerged as an advanced field expected to change the landscape of
pharmaceutical development, promising improved drug efficacy and safety. Various types
of nanoformulations (nanocarriers) have been proposed to impart biological superiority [1].
However, many promises remain to be fulfilled, and recent years oversaw the trend of
“back-to-basic”, trying to ensure a better understanding of the interplay between drugs,
nanocarriers, and biological environment, especially biological barriers [2].
The characterization of a nanosystem is a crucial initial step in the development of
novel nanomedicine. Changes in physicochemical properties of a nanocarrier can lead to a
change in their behavior, as well as biological fate. Therefore, by tailoring a nanocarrier’s
features, we could augment its desired pharmacological effect. However, failure to ensure
reliable and robust characterization, within in vitro settings, would directly impair the
prediction of biological fate and limit success in in vivo settings [3].
The carrier size, surface charge, and polydispersity (PdI) are the three major well-
established properties known to affect the internalization and potentially the targeting of
drug delivery systems within biological environments [4–6]. The standard widely utilized
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characterization techniques are typically batch-mode analyses, such as dynamic light scat-
tering (DLS). Being fast and easy to use, DLS allows the estimation of size distribution and
polydispersity index (PdI), which reflects the uniformity of a nanosystem. The combination
of DLS and electrophoretic mobility (electrophoretic light scattering) further allows the
estimation of the surface charge based on the zeta-potential distribution. Nonetheless, a rele-
vant downside to these techniques is their bias when characterizing polydispersed systems,
due to their resolution being limited to a factor of 3, potentially failing to separate mul-
timodal particle distributions [7,8]. Alternative characterization techniques are mostly
microscopy-based, namely, transmission electron microscopy (TEM), scanning electron
microscopy (SEM), and atomic force microscopy (AFM). These single-particle-size mea-
surement techniques circumvent DLS disadvantage by resorting to a particle-by-particle
analysis of the images. However, the widespread use of these techniques is limited by the
highly complex sample preparation and their limited accessibility and cost [9].
In addition to physicochemical characterization, it is necessary to assess the behavior of
nanosystem in relevant environments. The most common strategy applied to follow the fate of
nanosystems is the introduction of a fluorescent label [10]. Fluorescence-based techniques can
track nanosystems, potentially both in vitro [11] and in vivo [12]. Additionally, new methods
have been developed to utilize fluorescence in the physicochemical characterization of
the nanosystems. Size has been estimated through fluorescent microscopy [13] as well as
flow cytometry [14]. Thereof, fluorescent-based techniques are powerful tools to directly
establish physicochemical–behavioral relationships. However, the addition of an external
component to nanosystems may affect the individual properties of both the nanosystem and
the fluorophore [15]. For instance, fluorophores are known to alter nanosystems’ surface
properties [16] and to detach from them [11,17]. Furthermore, the fluorescent signal decays
with time and is not suitable for long-term tracking. Moreover, all fluorescent techniques
reliant on strong illumination can induce high phototoxicity in live biological samples.
New label-free techniques are emerging as a mean to overcome the need for a marker,
while attempting to combine physicochemical and behavioral characterizations. Such tech-
niques include surface plasmon resonance (SPR) [18], nanoparticle tracking analysis
(NTA) [19], coherent anti-Stokes Raman scattering (CARS) [20], and the technique we
utilized in the current work, i.e., quantitative phase microscopy (QPM) [21].
Quantitative phase microscopy (QPM) is a label-free technique that is able to detect
nanometer pathlength changes by inducing minimal photo-toxicity to the study sample.
QPM setups can be operated in two modes, namely, on-axis and off-axis, depending on
the intended application. Off-axis quantitative phase microscopes allow imaging of highly
dynamic events. The Fourier transform algorithm is used to reconstruct an image from the
interferogram, providing high temporal resolution at the cost of spatial resolution, due to
the filtering of object information in the Fourier domain. On the contrary, interferograms
from on-axis microscopes can be reconstructed through the phase-shifting algorithm,
preserving high-frequency information and high spatial resolution at the cost of temporal
resolution, due to their requiring of 4–5 frames per phase per image [22]. The latter setup
provides lossless and highly sensitive measurements of the specimens and is thus most
suited for the characterization of sub-diffraction limit-sized nanoparticles [23].
Most of the QPM systems are implemented with either highly temporally and spatially
coherent light source (laser) or low temporally and spatially coherent light source (white
light). These light sources carry certain disadvantages such as speckle noise and coherent
noise—when using lasers or chromatic aberration and dispersion—in the case of white
light [24–28]. To overcome the challenges associated with conventional light sources,
we implemented QPM with spatially low and temporally high coherent light source,
also called pseudothermal light source (PTLS). Details for such type of light source can be
found elsewhere [29,30].
In this study, we assessed the potential of quantitative phase microscopy as a suitable
label-free technique for the characterization of nanocarriers. Liposomes were chosen as
model carriers for their high therapeutic relevance [31] as well as their structural versatility.
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In conventional liposomes, such as those used in our study, phospholipids represent the
structural repeated unit. Figure 1a (top) shows the chemical structure of a typical phos-
pholipid, comprising a polar head (often a zwitterion) and hydrophobic tales (generally
two carbon chains of various length). When hydrating phospholipids, their dual nature
drives their self-assembly into vesicular structures with a hydrophobic bilayer enclosing a
hydrophilic inner core (Figure 1b). Consequently, liposomes are often used both as solubi-
lizers and as carriers, able to entrap and protect hydrophobic or/and hydrophilic active
ingredients in their respective compartments. Their size, surface characteristics, and func-
tionality can be tailored to address the challenges of the route of drug administration they
are to be applied to [32].
From a technological point of view, liposomes are nanosized and almost trans-
parent dynamic vesicles, very complex to image if not in a dried-out condition [33].
Furthermore, in quantitative phase imaging, their very nature causes only a slight de-
lay in the light wavefront. This low signal becomes challenging to detect and interpret in
laser-based QPM systems, thus a PTLS-equipped QPM setup was selected. To ensure that
QPM images are trustworthy, we introduced a fluorescent marker within liposomal bilayers
(Figure 1). The fluorescent signal emitted from the labeled liposomes was used to confirm
the localization of liposomes on the interferogram. A fluorescent phospholipid (N) was
selected as a marker due to its chemical structure similar to the natural lipid components
within the liposomal bilayer (Figure 1a). Given its insolubility in water, the fluorescent
lipid can only accommodate itself within the liposomal bilayer (Figure 1b).
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Figure 1. Liposomal formulation. Panel (a) (below) shows the fluorescently labeled phospholipid, for the visual compar-
ison with the chemical structure of the main lipid ingredient in soy phosphatydilcholine (above). Panel (b) shows the
expected random incorporation of the labeled lipid in the bilayer, according to minimal energy interaction and previous
studies [34]. The molecules were drawn with ACD/ChemSketch (Freeware) 2019 2.1, according to the structures declared
by the manufacturer.
2. Materials and Methods
2.1. Materials
1-myristoyl-2-{6-[(7-nitro-2-1,3-benzoxadiazol-4-yl)amino]hexanoyl}-sn-glycero-3- phos-
phocholine (14:0–06:0 NBD-PC, N) was purchased from Avanti Polar Lipids, Alabaster,
AL, USA. Methanol, glucose, sucrose, and poly-L-lysine (PLL) were purchased from
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Sigma-Aldrich, Steinheim, Germany. Soy phosphatidylcholine (Lipoid S100, SPC) was
obtained from Lipoid GmbH, Ludwigshafen, Germany.
2.2. Liposome Preparation
Liposomes were prepared following the film hydration method [15]. Low-pressure
rotary evaporation of a methanol solution of SPC and fluorophore N (100:1) was performed
using a Büchi rotary evaporator R-124 with vacuum pump V-700 (Büchi Labortechnik,
Flawil, Switzerland). The thin film in the round-bottomed flask was then re-suspended by
hand shaking in 2 M sucrose solution to the final concentration of SPC 10 mg/mL and N
0.1 mg/mL. Liposomal suspensions were then stored in the fridge at 4 ◦C. Prior to further
processing, the size distribution was determined by combining the available techniques
and settings.
2.3. Liposome Size Reduction
After overnight stabilization, the liposomes were processed by hand extrusion to tailor
their size distribution [15]. Polycarbonate membranes (Nucleopore®) with sieving sizes
of 800, 400, and 200 nm were used stepwise, as indicated in Table 1. Further overnight
stabilization was ensured before the additional characterization steps.
Table 1. Liposome processing to size reduction.
Formulation Extrusion
N1 1 × 800 nm 1
N2 4 × 800 nm
N3 4 × 800 nm, 4 × 400 nm
N4 4 × 800 nm, 4 × 400 nm, 4 × 200 nm
1 Single filtration to exclude potential particle contaminants on the manufacturing.
2.4. Liposome Characterization: Size and ζ-Potential
Dynamic light scattering (DLS) was used to estimate size and zeta-potential distribu-
tion of the liposomal suspensions [35]. All dispersion were diluted 1:100 in 2 M glucose
solution and analyzed with a Malvern Zetasizer Nano—ZS (Malvern, Oxford, UK).
An additional size characterization was performed on the unprocessed/filtered lipo-
somes (N1), as the size distribution of the sample could not be reliably represented within
the sensitivity range of the Malvern Zetasizer Nano—ZS (0.01–1 µm). A Particle Sizing
System, Inc. Model 770 Accusizer (Santa Barbara, CA, USA), was used to estimate the
size distribution in single-particle optical sensing. To optimize the sensitivity range of the
instrument for the unknown particle size of the sample, both voltage thresholds were used,
corresponding to size thresholds of 0.69 and 1.50 µm [36].
2.5. Liposome Immobilization for Imaging Purpose
Several immobilization strategies were attempted to obtain the liposomal suspension
in monolayer without drying out the sample (Figure A1, in Appendix A). A silicon wafer
with a PDMS frame was used as a support. Liposomes were diluted in a 2 M glucose
solution to induce sedimentation, based on the difference in medium density inside and
outside the bilayer [37]. Few microliters of liposomal suspension were applied inside the
PDMS frame directly on the hydrophobic surface of the wafer, on top of a pre-jellified
PLL coating, in a PLL suspension (co-jellification) and after plasma treatment of the wafer
surface to increase its hydrophilicity. All setups were observed under the microscope,
with and without coverslip sealing on top, and a long equilibration time was allowed for
the system to stabilize the drifts on the microscope stage.
The best solution that was chosen for imaging and phase analysis was a combination
of the previously used strategies. PLL was pipetted inside the PDMS frame and allowed to
dry for 30 min. Few microliters of distilled water were used to rehydrate the PLL coating
and then removed. The liposomal suspension pre-diluted in 2 M glucose to the final lipid
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concentration of 2 µg/mL was added on top of the coating. A coverslip was placed on top
of the sample and sealed with nail polish. The wafer was then taped to the microscope
stage and allowed to equilibrate for 30 min.
2.6. Imaging
A schematic diagram of the imaging system used for QPM is shown in Figure 2.
A nearly on-axis geometry of the microscope and a phase-shifting algorithm were chosen
for high-resolution phase reconstruction of the nanosized liposomes. For fluorescence
imaging, the liposomes were illuminated at 488 nm vacuum wavelength. The emitted
fluorescent light alone was recorded by the CMOS camera with a combination of 488 nm
long pass and (520/35) nm band pass filters. The 488 nm filter blocks the excitation light,
and the bandpass filter allows only the emitted fluorescent light to reach the camera.
QPM imaging was performed at 660 nm wavelength to exclude the possibility for the
fluorescence label to affect the recovered phase maps, as previously shown [38].
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With this technique, light from a laser source is passed through a rotating diffuser
before coupling into a multi-mode fiber (MMF). To obtain a wide field of illumination at
the sample plane S, the diverging beam from the MMF is collected using a combination of
the lenses L1 and L2. The output from L2 is split into two halves using a beam splitter (BS).
One half is focused at the back aperture of a microscope objective (MO2) to illuminate S.
The reflected light off the sample plane is imaged onto a CMOS camera using BS and lens
L3. This beam contains information about the sample under study and is referred to as the
object beam. The second half known as reference beam is focused at the back aperture of
the moving objective MO3 and is reflected off a reference mirror M. The reference beam is
also imaged similarly onto the CMOS camera using BS and L3. The reference and object
beams interfere in the CMOS camera to generate an interferogram.
The phase information about the sample under consideration is encoded in this
interferogram and is retrieved using the phase-shifting algorithm method.
In this work, QPM was implemented in reflection mode, using a simple upright
microscope. Therefore, samples were prepared on a reflecting substrate (wafer) and
covered from the top with a cover glass. This configuration can be adapted in either
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inverted reflection mode or inverted transmission mode to accommodate different plates
and dishes or even microfluidics devices (e.g., for cell imaging).
For the photobleaching and QPM experiment, utilizing the 1 µm-sized liposomes (N1),
we acquired 26 fluorescence and phase datasets sequentially. The sample was exposed for
approximately 10 s for each dataset, and photobleaching of liposomes took an average time
of 4–5 min with a laser power of 20 mW on the sample plane. The acquisition time for one
phase-shifted dataset using QPM was 1 s, and the switching time between fluorescence
and phase imaging was around 30 s. Thus, the total time to acquire 26 fluorescence and
phase datasets was approximately 18 min.
2.7. Image Processing and Analysis
2.7.1. Phase Retrieval Algorithm
The interferograms are 2D-modulated intensity (I) patterns. Mathematically, they can
be defined as follows:
Ir(x, y) = Ar(x, y) + Br(x, y)cos[φ(x, y) + δr] (1)
where the subscript r illustrates the rth phase-shifted interferogram (r = 1,2,3, . . . , N),
Ar(x, y) is the background, Br(x, y) is the modulation amplitude, φ(x, y) is the spatial
phase information of the targeted specimen, and δr is the phase shift between the phase-
shifted interferograms.
Assuming that Ar(x, y) and Br(x, y) do not variate from one frame to the other, a new
set of variables can be defined as:
a(x, y) = Ar(x, y),
b(x, y) = Br(x, y)cosφ(x, y),
c(x, y) = −Br(x, y)sinφ(x, y).
Equation (1) can thus be expressed as:
Ir(x, y) = a(x, y) + b(x, y)cosδr + c(x, y)sinδr. (2)
With δr known, the advanced iterative algorithm (AIA) [39] was used to solve the
unknowns, and the spatial phase map of the specimen was recovered using the relation [39]:






The recovered phase map was then further utilized to calculate the thickness/height




[n2(x, y)− n1(x, y)]h(x, y), (4)
where λ is the wavelength of light used, n2(x, y) is the refractive index of the sample, n1(x, y)
is the refractive index of the surrounding medium, and h(x, y) is the height/thickness of the
sample. This equation implies that the phase retrieved from the interferogram is a product
of the thickness of the sample and the refractive index difference between the sample and
the surrounding medium.
2.7.2. Size Distribution of Liposomes
A conventional bright field/dark field microscope cannot be used for the estimation
of the size of nanosized objects due to their diffraction-limited image formation. The sizes
of nanoobjects (<diffraction barrier) in the recorded images appear large and equal to the
diffraction limit of the microscope. The limitation of a conventional microscope can be
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overcome indirectly by employing the highly sensitive QPM system, which has nanometric
optical path length measurement sensitivity, for the estimation of the size of nanoobjects
below the diffraction limit. Therefore, instead of directly measuring the XY size of the
nanoobjects, one can measure their maximum phase/height values to estimate the size dis-
tribution by assuming their shape to be spherical. In order to estimate the size distribution
of liposomes, the following steps are followed:
1. Recording of the phase-shifted interferograms of liposome samples.
2. High-resolution phase recovery by employing the AIA algorithm.
3. Removal of any background information from the recovered phase images either
physically (through a reference/sample free interferogram) or numerically.
4. Convert the phase map into a height map by using Equation (4). The value of
∆n = (n2 − n1) is assumed to be equal to 0.04.
5. Count the number of liposomes present in the recovered height map.
6. Find the maximum height values of all liposomes using the image-processing toolbox
in MATLAB and utilize these values to draw a histogram plot.
3. Results
We present liposome characterization results using both conventional batch-mode
techniques and QPM. We started with DLS characterization to obtain size distribution,
zeta-potential, and PdI. We then assessed the QPM label-free characterization, consisting of
imaging liposome localization, integrity, and shape, gaging the potential for single-particle-
based size analysis.
3.1. Conventional Characterization of Labeled Liposomes
From the original filtered batch (N1), three sequential size reduction steps were per-
formed to obtain liposomes across the size spectra relevant for therapy (N2, N3, and N4).
The corresponding size distributions are displayed in Figure 3. The upper panel shows
the fitted intensity-weighted distributions to the different samples measured with DLS.
As expected, the quality of the samples increased after longer processing, with sample
N4 showing the best distribution (PdI = 0.11 ± 0.01), followed by N3 (PdI = 0.24 ± 0.02),
while N2 showed a bimodal distribution, with PdI = 0.47 ± 0.04. No statistically acceptable
distributions were obtained for N1 in the range 0.01–1 µm because of the high polydis-
persity of the sample (PdI = 0.85 ± 0.08), the interference of the bigger particles, and their
tendency to sediment during the measurements [40]. For this reason, N1 was measured
with single-particle optical sensing, a complimentary conventional characterization with a
size sensitivity range shifted towards micrometer-sized particles. This is represented in the
lower panel of Figure 3 as a number-weighted distribution, with the two available voltage
thresholds showcasing truncated curves, with mode of 1 µm. Interestingly, after nanosizing
the vesicles, the size results did not match the expected values. Table 2 shows the expected
ranges of size, PdI, and zeta-potential based on the literature [15,35,41] for correspond-
ing extrusions of non-labeled liposomes. In particular, the intermediate processing (N2:
4 × 800 extrusion) did not result in a stable formulation. Furthermore, the zeta-potential
exhibited strongly negative values compared to the neutral values reported in the literature
for the liposomes extruded in a similar manner. The increased zeta potential values in our
liposomes (N1–N4) might be contributed by the surface-available fluorescent moiety [34].
Table 2 contains an overview of the characterization (size interval, PdI, and ζ-potential),
together with previously published values for non-labeled liposomes, for comparison.
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3.2. QPM Label-Free Characterization of Liposomes
To complement the conventional characterization, liposomes were successfully immo-
bilized on PLL-coated silicon wafers and imaged in fluorescence and phase modes for a
direct comparison of the viability of the label-free technique.
The localization of liposomes using QPM is displayed in Figure 4, where phase
imaging is opposed to fluorescence imaging for two different liposome sizes—100 and
200 nm. The interferograms (Figure 4a,d) and retrieved phase maps (Figure 4b,e) show
it is possible to distinguish the different sizes of liposomes below the diffraction limit of
light. The calibration bars for the phase images show a phase max of 60 and 200 mrad
for the samples N4 and N3, respectively. This translates to diameter values of 74 and





Figure 4. Single-liposome imaging. Two representative liposomes are shown in both phase and fluorescence imaging.
The upper panels show the 100 nm liposomes (N4), while the lower panels display the 200 nm liposomes (N3). From left
to right: (a,d) show the interferograms recorded in QPM; (b,e) the phase images retrieved from the interferograms (with
calibration bar in milliradians); (c,f) the fluorescence images.
To assess the performance of QPM vs. fluorescence for prolonged imaging, the same
liposome (from N1) was followed with both modes, as shown in Figure 5. The upper
panels show photobleaching over time with complete signal loss and consequent loss of
tracking of the liposome localization by frame 26. The lower panels display the phase maps,
which continue to show the presence of a liposome even after photobleaching. No relevant
structural deformations were detected throughout the process, suggesting that the loss
of fluorescence did not affect the integrity of the liposome. The slight variation in the
maximum phase values of the liposome as a function of time could be due to minute
defocusing while acquiring the sequence of fluorescence and phase data.
When looking at the full field of view in Figure 6, we can better see how phase imaging
allows for a more accurate localization of liposomes, independently of the fluorescent signal.
In fact, the phase signal was present also for those liposomes that carried too little or no
fluorescent label, allowing for a more accurate estimation of size distribution. The details
of image processing for the estimation of size distribution are given in Section 2.7.2.
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4. Discussion
Lipid-based nanoparticles such as liposomes are widely used as nanomedicines be-
cause of their high biosafety. The use of lipids naturally present in cells and the adjustable
size of the final particles make them relevant for both topical and systemic drug delivery.
Furthermore, the presence of both a lipid bilayer and a water-based core solution allows for
the loading of both hydrophobic and/or hydrophilic drugs, with great potential in many
therapeutic challenges [32,42]. However, the very same versatility that contributes to their
therapeutic relevance can hamper the technological characterization necessary for develop-
ment processes, prior to biological testing [7]. In this work, we investigated some of the
challenges related to conventional characterization methods (DLS and fluorescence-based
assays) such as polydispersed samples, out-of-range particles, and labeling-dependent
behavior. Furthermore, we propose QPM as a complementary technique for a deeper
characterization of a nanosystem, based on a label-free single-particle analysis. Since no
literature data are available on the use of QPM for liposomes characterization, at this
stage, we included a fluorescent lipid (Figure 1b) within the liposomal bilayers to assist in
liposomal localization during QPM characterization.
The characterization of unprocessed liposomes (N1) highlights the major challenges
of conventional batch-mode analyses. Size, surface charge, and polydispersity of liposomal
formulations are conventionally determined by harnessing their fast Brownian movement
through intensity detection of backscattered light (DLS) [40]. Common lab-bench instru-
ments for this purpose (e.g., Malvern Zetasizer Nano—ZS, used in this work) have a
sensitivity range in the nanoscale, up to 1 µm, and their built-in Cumulants algorithm
uses Gaussian fitting for the estimation of the size distribution, with resolution limited
by a factor of 3 [7]. Because we used the thin-film hydration method to prepare the lipo-
somal formulations, the re-suspension of the lipid film in the water phase was expected
to form multilamellar/multivesicular macroparticles with great variability in size [43].
Hence, in the N1 sample, (I) the presence of big vesicular bodies (>1 µm) was interpreted
by the software as dust contamination and excluded from the reading. (II) The tendency of
these big particles to sediment during the measurement itself was translated into z-average
trending by 10–30% over technical replicates of the same measurement. (III) The high
polydispersity (estimated as PdI = 0.85 ± 0.08) prevented a statistically acceptable fitting,
resulting in a poor quality of the measurement.
For a better characterization of N1, we resorted to single-particle optical sensing,
using both the available voltage thresholds to increase the accuracy of the size determina-
tion over the whole range of 0.69 to 5 µm (according to previously optimized protocols [36]).
The resulting size distribution (Figure 3b) showed a truncated number-weighted distribu-
tion that still brings challenges for its interpretation. In fact, (I) the truncated distribution
showed clear missing information below the lower sensitivity threshold, and (II) this number-
weighted distribution was hard to compare to the DLS intensity-weighted distributions
obtained for the other samples of the experiment (N2, N3, and N4, Figure 3a) [40].
Combining all available information from conventional characterization (Table 2),
we noticed an unexpected size outcome for each processing (Table 1). The overall measured
values of size were found to be smaller than expected from the unprocessed batch N1,
down to N3 and N4—sizes that are normally very difficult to achieve with hand extrusion
or, at least, require longer processing [44]. Both the smaller sizes and the instability of the
batches with intermediate processing (N2) can be explained by the presence of the fluo-
rophore in the bilayer, as this adds a layer of complexity to nanoparticle characterization.
Although the use of fluorescent probes has great potential to track nanoparticle behavior in
a biological environment, it comes with technological challenges in handling the formu-
lation, such as (I) interference in DLS measurements [40], (II) surface modifications [16],
(III) thermal instability [15], (IV) possible fluorophore detachment [11,17], and ultimately,
(V) loss of fluorescence specificity [45].
For validation purposes, a fluorescent phospholipid (N) was chosen to ensure the least
invasive labeling strategy for the phospholipid bilayer of liposomes. However, although chem-
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ically linked to the hydrophobic chain of the phospholipid (Figure 1a), the NBD fluorescent
moiety was shown to backflip towards the polar heads of the bilayer (Figure 1b) [34]. The in-
creased efficiency of size reduction processing, such as hand extrusion, is therefore due to
the behavior of the fluorescent moiety, which affects fluidity and viscosity of the bilayer [46].
At the same time, the position of the fluorescent moiety has a high chance of interfering with
the position of the zwitterionic charges on the surface of the bilayer (Figure 1b—zoom in),
consequently affecting the electrostatic interactions between the bilayer and the isotonic
complex medium, thus explaining the relevant negativity of the surface [47].
To overcome the fluorophore-related downsides in nanomedicine, such as the above-
mentioned technological challenges, the risk of photobleaching, and the potential photo-
toxicity, we focused on assessing the potential of QPM as a label-free characterization
technique. As we aimed to image small liposomes (close to and below the resolution limit
of light, for N3 and N4 respectively), we chose high spatial resolution over temporal resolu-
tion with on-axis microscope and phase-shifting algorithm for high-resolution and highly
sensitive phase reconstruction from the recorded interferogram [22,48,49]. We achieved
a successful immobilization of liposomes by pre-coating the silicon wafer support with
Poly-L-Lysine. This trick allowed for non-dried-out imaging conditions, which are known
to significantly affect the properties and shapes of liposomes [33]. Based on the effective
immobilization of liposomes and the high spatial resolution of the setup, both diffraction-
limited samples could be localized in the phase map, and their sizes differentiated (between
N3 and N4) (Figure 4). As the fluorescence images in Figure 4 show, smaller liposomes
presented a smaller load of dye, increasing the risk of losing track of them when relying
on the sole fluorescence-based tracing in biological environment. Figure 5 shows that
the rapid photobleaching of the fluorescence dye over time did not cause changes in the
shape and structural integrity of the liposomes. Hence, not only is QPM independent of a
fluorescent label for the detection of liposomes, but also it shows superior tracking abilities
over time, as the loss of fluorescence signal does not translate in the absence/degradation
of the original liposome. Furthermore, Figure 6 shows a full field of view of immobilized
liposomes, both in fluorescence and in phase imaging. The higher number of liposomes
visible in the phase map confirms the higher accuracy of detection that cannot be expected
in label-dependent detection. Indeed, when adding both labeled and non-labeled lipids
in the initial mixture, prior to evaporation and rehydration, a random distribution of the
fluorescent moiety is to be expected within the sample (Figure 1b). However, the processing
by hand extrusion involves “peeling” and rearrangements of the membranes that will
“dilute” the dye over a larger number of smaller liposomes, potentially preventing the
detection of some of them [50].
From the phase image, it is possible to obtain a size estimation of liposomes based on
single-particle analysis. Choosing a 0.4 ∆n between medium and liposomes, we obtained a
distribution centered around 100 nm for the N3 sample. The lower size estimation when
comparing to DLS can be explained by different factors. Firstly, we compared a number-
weighted (QPM) with an intensity-weighted (DLS) distribution. In the latter case, as the
intensity is proportional to the power of 6 of the liposome diameter (d6), bigger particles
will contribute much more to the intensity, resulting in an upwards bias, as previously
shown when comparing DLS with TEM results [51]. Secondly, choosing an improper value
for the refractive index of both medium and liposomes can lead to biased size estimates.
This is a challenging aspect for the characterization of liposomes, as they are non-solid
particles made of lipid mixtures. Figure A2 in Appendix A shows the variation of the
diameter with the liposome refractive index, with downward bias as the refractive index
increases. Finally, it has been shown that sub-diffraction structures can be associated
with size underestimation due to the possible loss of high-frequency information during
image detection [52].
Even though some optimization steps may still be required to fully utilize QPM,
we have shown the potential of the method in complementing the conventional char-
acterization of nanocarriers. The non-dried setup here used for the immobilization of
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liposomes can potentially be applied for the characterization of different types of lipo-
somes, as well as other types of lipid-based vesicles. We would expect this methodol-
ogy to provide a deeper insight into the characteristics of the vesicles in their hydrated
stated with rather intact morphology—as opposed to the conventional dried TEM samples.
Furthermore, knowing the size of the nanosystem (thickness h(x, y) in Equation (4)),
QPM interferograms could be used to retrieve variations in the refractive index, thus ex-
panding the possible applications of this technique for the morphological analysis of
nanoparticles. Most interesting examples in lipid-based nanomedicine could be (I) vesi-
cles bearing edge activators, such as deformable liposomes [35], (II) vesicles comprising
glycerol within the bilayers, i.e., glycerosomes [53], (III) polymer-immobilized vesicles,
such as hyalurosomes [54], (IV) surface-modified vesicles, such as liposomes for targeted
immunotherapy [32], and more. However, at this stage, we can only speculate whether
QPM would be easily applicable in the characterization of lipid-based vesicles where the
lipid bilayers are more complex than in our case.
Future perspectives include addressing the size underestimation for sub-diffraction
particles and optimizing the trade-off between spatial and temporal resolution to follow the
behavior of moving nanoparticles in biological environments. This would not only allow
improvement in the pre-biological characterization of nanomedicine but also provide the
missing link between the technological characterization we reported here and the analysis
of cellular morphology after nanoparticles treatment, recently reported to be feasible
utilizing QPM [21,55,56]. Thus, QPM shows a great potential for all-in-one label-free
characterization of properties and behavior of drug delivery systems.
5. Conclusions
The versatility of liposomal formulations makes their characterization challenging at
times. Robust and easy-to-perform conventional techniques can fail to provide accurate
results in case of high polydispersity or out-of-range nanoparticles. The characterization
of nanomedicines’ behavior in a biological environment—often based on the fluorescent
marker incorporated within the nanocarrier—bears the risks of losing tracing specificity,
causing photobleaching, and imparting photo-toxicity to the sample. QPM is hereby
introduced as a complementary characterization technique with the potential of localizing,
tracking over time, and allowing further image processing to obtain size distributions
based on single-particle analyses.
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Figure A1. Non-dried immobilization setup for liposomes. In all cases, a silicon wafer was sterilized by heat and ethanol
(1), and a PDMS frame was adjusted on top (2). The support was then used as such (a), after plasma treatment (b) or after
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presence of a coverslip in all cases allowed the suspension not to dry out.
Pharmaceutics 2021, 13, x FOR PEER REVIEW 14 of 16 
 
 
Conflicts of Interest: The authors declare no conflict of interest. 
Appendix A 
 
Figure A1. Non-dried immobilization setup for liposomes. In all cases, a silicon wafer was steri-
lized by heat and ethanol (1), and a PDMS frame was adjusted on top (2). The support was then 
used as such (a), after plasma treatment (b) or after coating with Poly-L-Lysine (c) (3). Few micro-
liters of liposoma  suspension were appli d on top (4), and the system was allowed to equilibrate 
on the microscope stage. All setups wer  observed with and with ut coverslip sealing (5), but the 
presence of a coverslip in all cases allowed the suspension not to dry out. 
 
Figure A2. Variation of liposome diameter (height) as a function of the refractive index. 
References 
1. Gadekar, V.; Borade, Y.; Kannaujia, S.; Rajpoot, K.; Anup, N.; Tambe, V.; Kalia, K.; Tekade, R.K. Nanomedicines accessible in 
the market for clinical interventions. J. Control Release 2021, 330, 372–397, doi:10.1016/j.jconrel.2020.12.034. 
2. Cao, J.; Huang, D.; Peppas, N.A. Advanced engineered nanoparticulate platforms to address key biological barriers for deliv-
ering chemotherapeutic agents to target sites. Adv. Drug Deliv. Rev. 2020, 167, 170–188, doi:10.1016/j.addr.2020.06.030. 
3. Fontana, F.; Figueiredo, P.; Martins, J.P.; Santos, H.A. Requirements for Animal Experiments: Problems and Challenges. Small 
2020, 17, e2004182, doi:10.1002/smll.202004182. 
4. Danaei, M.; Dehghankhold, M.; Ataei, S.; Hasanzadeh Davarani, F.; Javanmard, R.; Dokhani, A.; Khorasani, S.; Mozafari, M. 
Impact of particle size and polydispersity index on the clinical applications of lipidic nanocarrier systems. Pharmaceutics 2018, 
10, 57, doi:10.3390/pharmaceutics10020057. 
5. Johnston, S.T.; Faria, M.; Crampin, E.J. An analytical approach for quantifying the influence of nanoparticle polydispersity on 
cellular delivered dose. J. R. Soc. Interface 2018, 15, 20180364, doi:10.1098/rsif.2018.0364. 
Figure A2. Variation of liposome diameter (height) as a function of the refractive index.
References
1. Gadekar, V.; Borade, Y.; Kannaujia, S.; Rajpoot, K.; Anup, N.; Tambe, V.; Kalia, K.; Tekade, R.K. Nanomedicines accessible n the
market for clini al interventions. J. Control Releas 2021, 330 72– 97. [CrossRef]
2. Cao, J.; Huang, D.; Pep as, N.A. Advanced engineered na oparticulate platforms to address key biological barriers for delivering
chemot rapeutic agents to target sites. Adv. Drug Deliv. Rev. 2020, 167, 170–188. [CrossRef]
3. Fontana, F.; Figueiredo, P.; Martins, J.P.; Santos, H.A. Requirements for Animal Experiments: Problems and Challenges. Smal
2020, 17, e2004182. [CrossRef]
4. Danaei, .; Dehghank l , .; taei, S.; asa z i, .; Javan ar , .; okha i, .; horas i, S.; z f ri, .
I pact of particle size and polydispersity index on the clinical applications of lipidic nanocar ier syste s. Phar ace tics 2018,
10, 57. [CrossRef] [PubMed]
5. Johnston, S.T.; Faria, M.; Crampin, E.J. An analytical approach for quantifying the influence of nanoparticle polydispersity on
cel ular delivered dose. J. R. Soc. Interface 2018, 15, 20180364. [CrossRef] [PubMed]
6. Kang, J.H.; Jang, W.Y.; Ko, Y.T. The Effect of Surface Charges on the Cellular Uptake of Liposomes Investigated by Live Cell
Imaging. Pharm. Res. 2017, 34, 704–717. [CrossRef]
Pharmaceutics 2021, 13, 590 15 of 16
7. Varenne, F.; Makky, A.; Gaucher-Delmas, M.; Violleau, F.; Vauthier, C. Multimodal Dispersion of Nanoparticles: A Comprehensive
Evaluation of Size Distribution with 9 Size Measurement Methods. Pharm. Res. 2016, 33, 1220–1234. [CrossRef]
8. Eleamen Oliveira, E.; Barendji, M.; Vauthier, C. Understanding Nanomedicine Size and Biological Response Dependency: What Is
the Relevance of Previous Relationships Established on Only Batch-Mode DLS-Measured Sizes? Pharm. Res. 2020, 37, 161.
[CrossRef]
9. Robson, A.L.; Dastoor, P.C.; Flynn, J.; Palmer, W.; Martin, A.; Smith, D.W.; Woldu, A.; Hua, S. Advantages and Limitations of
Current Imaging Techniques for Characterizing Liposome Morphology. Front. Pharmacol. 2018, 9, 80. [CrossRef] [PubMed]
10. Ducat, E.; Evrard, B.; Peulen, O.; Piel, G. Cellular uptake of liposomes monitored by confocal microscopy and flow cytometry.
J. Drug Deliv. Sci. Technol. 2011, 21, 469–477. [CrossRef]
11. Snipstad, S.; Hak, S.; Baghirov, H.; Sulheim, E.; Morch, Y.; Lelu, S.; von Haartman, E.; Back, M.; Nilsson, K.P.R.; Klymchenko, A.S.;
et al. Labeling nanoparticles: Dye leakage and altered cellular uptake. Cytom. A 2017, 91, 760–766. [CrossRef] [PubMed]
12. Qhattal, H.S.; Hye, T.; Alali, A.; Liu, X. Hyaluronan polymer length, grafting density, and surface poly(ethylene glycol) coating
influence in vivo circulation and tumor targeting of hyaluronan-grafted liposomes. ACS Nano 2014, 8, 5423–5440. [CrossRef]
[PubMed]
13. Mortensen, K.I.; Tassone, C.; Ehrlich, N.; Andresen, T.L.; Flyvbjerg, H. How to Characterize Individual Nanosize Liposomes with
Simple Self-Calibrating Fluorescence Microscopy. Nano Lett. 2018, 18, 2844–2851. [CrossRef] [PubMed]
14. Simonsen, J.B.; Larsen, J.B.; Hempel, C.; Eng, N.; Fossum, A.; Andresen, T.L. Unique Calibrators Derived from Fluorescence-
Activated Nanoparticle Sorting for Flow Cytometric Size Estimation of Artificial Vesicles: Possibilities and Limitations. Cytom. A
2019, 95, 917–924. [CrossRef]
15. Cauzzo, J.; Nystad, M.; Holsaeter, A.M.; Basnet, P.; Skalko-Basnet, N. Following the Fate of Dye-Containing Liposomes In Vitro.
Int. J. Mol. Sci. 2020, 21, 4847. [CrossRef]
16. Rodriguez-Lorenzo, L.; Fytianos, K.; Blank, F.; Von Garnier, C.; Rothen-Rutishauser, B.; Petri-Fink, A. Fluorescence-Encoded Gold
Nanoparticles: Library Design and Modulation of Cellular Uptake into Dendritic Cells. Small 2014, 10, 1341–1350. [CrossRef]
17. Munter, R.; Kristensen, K.; Pedersbaek, D.; Larsen, J.B.; Simonsen, J.B.; Andresen, T.L. Dissociation of fluorescently labeled lipids
from liposomes in biological environments challenges the interpretation of uptake studies. Nanoscale 2018, 10, 22720–22724.
[CrossRef]
18. Suutari, T.; Silen, T.; Saari, H.O.; Desai, D.; Kerkelä, E.; Laitinen, S.; Yliperttula, M.; Karaman, D.S.; Rosenholm, J.M.; Viitala, T.; et al.
Real-Time Label-Free Monitoring of Nanoparticle Cell Uptake. Small 2016, 12, 6289–6300. [CrossRef] [PubMed]
19. Kim, A.; Ng, W.B.; Bernt, W.; Cho, N.-J. Validation of size estimation of nanoparticle tracking analysis on polydisperse macro-
molecule assembly. Sci. Rep. 2019, 9, 1–14. [CrossRef]
20. Kong, C.; Pilger, C.; Hachmeister, H.; Wei, X.; Cheung, T.H.; Lai, C.S.W.; Lee, N.P.; Tsia, K.K.; Wong, K.K.Y.; Huser, T. High-contrast,
fast chemical imaging by coherent Raman scattering using a self-synchronized two-colour fibre laser. Light. Sci. Appl. 2020, 9, 25.
[CrossRef]
21. Patel, M.; Feith, M.; Janicke, B.; Alm, K.; El-Schich, Z. Evaluation of the Impact of Imprinted Polymer Particles on Morphology
and Motility of Breast Cancer Cells by Using Digital Holographic Cytometry. Appl. Sci. 2020, 10, 750. [CrossRef]
22. Ahmad, A.; Dubey, V.; Butola, A.; Tinguely, J.-C.; Ahluwalia, B.S.; Mehta, D.S. Sub-nanometer height sensitivity by phase shifting
interference microscopy under environmental fluctuations. Opt. Express 2020, 28, 9340–9358. [CrossRef] [PubMed]
23. Park, Y.; Depeursinge, C.; Popescu, G. Quantitative phase imaging in biomedicine. Nat. Photonics 2018, 12, 578–589. [CrossRef]
24. Popescu, G. Quantitative Phase Imaging of Cells and Tissues; McGraw-Hill Education: New York, NY, USA, 2011.
25. Bhaduri, B.; Edwards, C.; Pham, H.; Zhou, R.; Nguyen, T.H.; Goddard, L.L.; Popescu, G. Diffraction phase microscopy:
Principles and applications in materials and life sciences. Adv. Opt. Photonics 2014, 6, 57–119. [CrossRef]
26. Ahmad, A.; Dubey, V.; Singh, G.; Singh, V.; Mehta, D.S. Quantitative phase imaging of biological cells using spatially low and
temporally high coherent light source. Opt. Lett. 2016, 41, 1554–1557. [CrossRef]
27. Dubois, A.; Grieve, K.; Moneron, G.; Lecaque, R.; Vabre, L.; Boccara, C. Ultrahigh-resolution full-field optical coherence
tomography. Appl. Opt. 2004, 43, 2874–2883. [CrossRef]
28. Ahmad, A.; Dubey, V.; Singh, V.R.; Tinguely, J.-C.; Øie, C.I.; Wolfson, D.L.; Mehta, D.S.; So, P.T.; Ahluwalia, B.S. Quantitative phase
microscopy of red blood cells during planar trapping and propulsion. Lab. Chip. 2018, 18, 3025–3036. [CrossRef]
29. Ahmad, A.; Mahanty, T.; Dubey, V.; Butola, A.; Ahluwalia, B.S.; Mehta, D.S. Effect on the longitudinal coherence properties of
a pseudothermal light source as a function of source size and temporal coherence. Opt. Lett. 2019, 44, 1817–1820. [CrossRef]
[PubMed]
30. Dubey, V.; Popova, D.; Ahmad, A.; Acharya, G.; Basnet, P.; Mehta, D.S.; Ahluwalia, B.S. Partially spatially coherent digital
holographic microscopy and machine learning for quantitative analysis of human spermatozoa under oxidative stress condition.
Sci. Rep. 2019, 9, 3564. [CrossRef]
31. Greish, K.; Mathur, A.; Bakhiet, M.; Taurin, S. Nanomedicine: Is it lost in translation? Ther. Deliv. 2018, 9, 269–285. [CrossRef]
[PubMed]
32. Filipczak, N.; Pan, J.; Yalamarty, S.S.K.; Torchillin, V.P. Recent Advancements in liposome technology. Adv. Drug Deliv. Rev. 2020,
156, 4–22. [CrossRef]
33. Chen, C.; Zhu, S.; Huang, T.; Wang, S.; Yan, X. Analytical techniques for single-liposome characterization. Anal. Methods 2013,
5, 2150–2157. [CrossRef]
Pharmaceutics 2021, 13, 590 16 of 16
34. Kay, J.G.; Koivusalo, M.; Ma, X.; Wohland, T.; Grinstein, S. Phosphatidylserine dynamics in cellular membranes. Mol. Biol. Cell
2012, 23, 2198–2212. [CrossRef]
35. Ternullo, S.; Basnet, P.; Holsaeter, A.M.; Flaten, G.E.; de Weerd, L.; Skalko-Basnet, N. Deformable liposomes for skin therapy with
human epidermal growth factor: The effect of liposomal surface charge. Eur. J. Pharm. Sci. 2018, 125, 163–171. [CrossRef]
36. Martins, S.; Tho, I.; Ferreira, D.C.; Souto, E.B.; Brandl, M. Physicochemical properties of lipid nanoparticles: Effect of lipid and
surfactant composition. Drug Dev. Ind. Pharm. 2011, 37, 815–824. [CrossRef] [PubMed]
37. Di Maio, I.L.; Carl, D.; Langehanenberg, P.; Valenzuela, S.M.; Battle, A.R.; Al Khazaaly, S.; Killingsworth, M.; Kemper, B.;
von Bally, G.; Martin, D.K. Structural properties of liposomes from digital holographic microscopy. BioMEMS Nanotechnol. II
2016, 6030, 60361R-1. [CrossRef]
38. Ban, S.; Min, E.; Ahn, Y.; Popescu, G.; Jung, W. Effect of tissue staining in quantitative phase imaging. J. Biophotonics 2018,
11, e201700402. [CrossRef] [PubMed]
39. Wang, Z.; Han, B. Advanced iterative algorithm for phase extraction of randomly phase-shifted interferograms. Opt. Lett. 2004,
29, 1671–1673. [CrossRef]
40. Bhattacharjee, S. DLS and zeta potential-What they are and what they are not? J. Control Release 2016, 235, 337–351. [CrossRef]
41. Joraholmen, M.W.; Basnet, P.; Acharya, G.; Skalko-Basnet, N. PEGylated liposomes for topical vaginal therapy improve delivery
of interferon alpha. Eur. J. Pharm. Biopharm. 2017, 113, 132–139. [CrossRef]
42. Sercombe, L.; Veerati, T.; Moheimani, F.; Wu, S.Y.; Sood, A.K.; Hua, S. Advances and challenges of liposome assisted drug delivery.
Front. Pharmacol. 2015, 6, 286. [CrossRef] [PubMed]
43. Bangham, A.D.; Horne, R. Negative staining of phospholipids and their structural modification by surface-active agents as
observed in the electron microscope. J. Mol. Biol. 1964, 8, 660–668. [CrossRef]
44. Zhang, H. Thin-Film Hydration Followed by Extrusion Method for Liposome Preparation. In Liposomes: Methods and Protocols;
D’Souza, G.G.M., Ed.; Springer: New York, NY, USA, 2017; pp. 17–22. [CrossRef]
45. Lacroix, A.L.; Vengut-Climent, E.; de Rochambeau, D.; Sleiman, H.F. Uptake and Fate of Fluorescently Labeled DNA Nanostruc-
tures in Cellular Environments: A Cautionary Tale. ACS Cent. Sci. 2019, 5, 882–891. [CrossRef] [PubMed]
46. Venable, R.M.; Zhang, Y.; Hardy, B.J.; Pastor, R.W. Molecular dynamics simulations of a lipid bilayer and of hexadecane:
An investigation of membrane fluidity. Science 1993, 262, 223–226. [CrossRef] [PubMed]
47. Khandelia, H.; Mouritsen, O.G. Lipid gymnastics: Evidence of complete acyl chain reversal in oxidized phospholipids from
molecular simulations. Biophys. J. 2009, 96, 2734–2743. [CrossRef]
48. Wang, Z.; Millet, L.; Mir, M.; Ding, H.; Unarunotai, S.; Rogers, J.; Gillette, M.U.; Popescu, G. Spatial light interference microscopy
(SLIM). Opt. Express 2011, 19, 1016–1026. [CrossRef]
49. Lee, K.; Kim, K.; Jung, J.; Heo, J.; Cho, S.; Lee, S.; Chang, G.; Jo, Y.; Park, H.; Park, Y. Quantitative phase imaging techniques for
the study of cell pathophysiology: From principles to applications. Sensors 2013, 13, 4170–4191. [CrossRef]
50. Bhardwaj, U.; Burgess, D.J. Physicochemical properties of extruded and non-extruded liposomes containing the hydrophobic
drug dexamethasone. Int. J. Pharm. 2010, 388, 181–189. [CrossRef] [PubMed]
51. Khlebtsov, B.; Khlebtsov, N. On the measurement of gold nanoparticle sizes by the dynamic light scattering method. Colloid J.
2011, 73, 118–127. [CrossRef]
52. Butola, A.; Popova, D.; Prasad, D.K.; Ahmad, A.; Habib, A.; Tinguely, J.C.; Basnet, P.; Acharya, G.; Senthilkumaran, P.; Mehta, D.S.
High spatially sensitive quantitative phase imaging assisted with deep neural network for classification of human spermatozoa
under stressed condition. Sci. Rep. 2020, 10, 1–12. [CrossRef]
53. Manca, M.L.; Zaru, M.; Manconi, M.; Lai, F.; Valenti, D.; Sinico, C.; Fadda, A.M. Glycerosomes: A new tool for effective dermal
and transdermal drug delivery. Int. J. Pharm. 2013, 455, 66–74. [CrossRef] [PubMed]
54. Manca, M.L.; Castangia, I.; Zaru, M.; Nácher, A.; Valenti, D.; Fernàndez-Busquets, X.; Fadda, A.M.; Manconi, M. Development of
curcumin loaded sodium hyaluronate immobilized vesicles (hyalurosomes) and their potential on skin inflammation and wound
restoring. Biomaterials 2015, 71, 100–109. [CrossRef] [PubMed]
55. Luther, E.; Mendes, L.P.; Pan, J.; Costa, D.F.; Torchilin, V.P. Applications of label-free, quantitative phase holographic imaging
cytometry to the development of multi-specific nanoscale pharmaceutical formulations. Cytom. A 2017, 91, 412–423. [CrossRef]
56. Sternbæk, L.; Kimani Wamaitha, M.; Gawlitza, K.; Janicke, B.; Alm, K.; Wingren Gjörloff, A. Digital holographic microscopy:
Macrophage uptake of nanoprobes. Imaging Microsc. 2019, 1, 21–23.
